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Abstract: Multiple interacting stressors negatively affect the survival and productivity of managed 
honey bee colonies. Pesticides remain a primary concern for beekeepers, as even sublethal exposures 
can reduce bee immunocompetence, impair navigation, and reduce social communication. 
Pollinator protection focuses on pesticide application guidelines; however, a more active protection 
strategy is needed. One possible approach is the use of feeding deterrents that can be delivered as 
an additive during pesticide application. The goal of this study was to validate a laboratory assay 
designed to rapidly screen compounds for behavioral changes related to feeding or feeding 
deterrence. The results of this investigation demonstrated that the synthetic Nasonov pheromone 
and its terpenoid constituents citral, nerol, and geraniol could alter feeding behavior in a laboratory 
assay. Additionally, electroantennogram assays revealed that these terpenoids elicited some 
response in the antennae; however, only a synthetic Nasonov pheromone, citral, and geraniol 
elicited responses that differed significantly from control and vehicle detections. 
Keywords: honey bee; terpenoids; behavior; feeding deterrence; olfaction 
 
1. Introduction 
The value that insect pollination services provide to agriculture in both Europe and North 
America has been estimated at approximately $20 billion annually, while globally the estimate is 
around $212 billion annually [1]. It has also been estimated that 35% of the global human diet relies 
on crops that benefit from pollinators [2]. Global use of pesticides has almost doubled in the last 30 
years [3], however, and honey bee (Apis mellifera L.) exposure to pesticides can result in both acute 
and sublethal effects that negatively impact colony health and survival [4–7]. For example, recent 
studies have reported that exposure to neonicotinoid insecticides can impair bee navigation, 
motivation to forage, social communication [8], increase their susceptibility to disease [9,10], and 
produce a wide range of other long-term detrimental effects [11,12], in addition to potential 
environmental and human health concerns that have been reported [13,14]. Given the importance of 
pesticides in modern agricultural systems and for ensuring food security now and in the future [15], 
there is an urgent need for novel approaches that mitigate the potentially harmful effects of 
agrochemicals on pollinating arthropods such as bees. 
One possible approach that has been explored for decades is the incorporation of a repellent 
additive in pesticide mixtures in order to discourage bees from visiting blooming plants that have 
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recently been treated with insecticides [16–18]. In practice, however, insect repellents have been 
developed primarily for personal protection to mitigate the spread of disease-causing pathogens by 
biting arthropods such as mosquitoes and ticks [19]. There have been a few studies demonstrating 
that 2-heptanone and isoamyl acetate, both alarm pheromones that are produced by bees, can act as 
repellents when applied to blooming plants [20,21]. Unfortunately, this line of research has yet to 
result in any commercial products or see widespread use for a variety of reasons, including the 
volatile nature of most spatial repellent compounds, which makes them challenging to employ in the 
field [22]. Rather than relying on a model based on spatial repellency, we propose that a more 
appropriate endpoint than repellency would be feeding deterrence. Consequently, the research 
findings described here investigate the use of a recently-developed protocol [23] for assessing 
behavioral changes in honey bees exposed to either a treated or untreated food source. 
The initial goal of this work was to utilize A. mellifera as a model organism in order to validate a 
laboratory assay designed to rapidly screen compounds for behavioral changes related to feeding or 
feeding deterrence. Here, bee behavioral changes were characterized using a video-tracking protocol 
designed to monitor individuals within a Petri dish arena. Electroantennogram (EAG) assays were 
conducted to determine whether or not compounds that elicited behavioral changes were being 
detected via olfaction. As positive controls for avoidance or feeding deterrence, we employed isoamyl 
acetate and the commonly used repellent N,N-diethyl-meta-toluamide (DEET). Initially, the Nasonov 
pheromone was chosen for use as a negative control or attractant, as it is produced by workers and 
is used for orientation at the hive, recruitment when foraging, and during swarming [24]. The 
Nasonov pheromone consists of a mixture of terpenoids, including citral (E and Z conformations), 
geraniol, nerol, geranic acid, nerolic acid, and (E,E)-farnesol [24–26], though a synthetic Nasonov 
pheromone composed of citral, geraniol, and nerol is commonly used by beekeepers as a lure for 
swarm collection. Initial screens, however, revealed that the synthetic Nasonov pheromone elicited 
an avoidance response, or caused feeding deterrence, much like isoamyl acetate and DEET. To further 
investigate this effect, we tested the individual terpenoids found within the synthetic pheromone for 
behavioral changes within worker bees. Our findings revealed that these terpenoids alter honey bee 
behavior in a manner that is consistent with feeding deterrence. 
2. Materials and Methods 
2.1. Subjects 
Honey bee colonies were maintained at the Price’s Fork Research Apiary of Virginia Tech 
(Blacksburg, VA, USA) using standard beekeeping practices. Worker bees were collected from frames 
located in the uppermost super of a colony to ensure that newly emerged and nurse bees were not 
collected prior to testing the compounds. The collected worker bees were maintained in ventilated 
plastic cages with approximately 50 bees per cage in an incubator at 32 °C with ca. 70% relative 
humidity. Bees housed in the lab overnight or longer are typically provided with ad libitum access 
to honey and a 50% solution of sucrose in water, but for this experiment the bees were provided only 
with water to avoid dehydration and were starved overnight prior to video-tracking experiments. 
For the EAG experiments, bees were collected from colonies maintained at the Pollinator Garden 
Apiary of the University of Nebraska (Lincoln, NE, USA) using standard beekeeping practices. The 
collected worker bees were taken from the uppermost super of the colony on the same day to avoid 
collecting newly emerged and nurse bees. Bees were temporarily housed in ventilated plastic cages 
prior to experimentation and anesthetized on ice to prepare the antennae for EAG recordings. 
2.2. Compounds 
Synthetic Nasonov pheromone was purchased from Dadant & Sons Beekeeping Equipment 
(Chatham, VA, USA). Citral, geraniol, and nerol, in addition to isoamyl acetate and agarose, were 
purchased from Sigma-Aldrich Chemical Co. (St. Louis, MO, USA). OFF! Deep Woods® Sportsmen 
(SC Johnson, Racine, WI, USA) was used as the source for DEET (98% active ingredient; N,N-diethyl-
meta-toluamide; Figure 1). 
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Figure 1. Chemical structures for the Nasonov terpenoids (geraniol, nerol, and citral), N,N-diethyl-
meta-toluamide (DEET), and isoamyl acetate. 
2.3. Video-Tracking Recordings 
A Basler acA-1300-60gm camera and EthoVision XT video recording software was used for 
behavioral recordings (Noldus Information Technology, Wageningen, the Netherlands). A light box 
was used to illuminate the assay arena with Cryon LED lights (Model HTP904E, Chatsworth, CA, 
USA) set to the red spectrum in order to avoid light bias of the bees. The light box and camera system 
were covered with a black plastic sheet to eliminate ambient light. 
A previously described video-tracking protocol [23] was used to evaluate the effects of the 
synthetic Nasonov pheromone, citral, geraniol, nerol, isoamyl acetate, and DEET on the feeding 
behavior of bees. Briefly, sugar–agarose cubes were prepared by dissolving 8 g of sugar into 20 mL 
deionized water followed by the addition of 170 mg agarose. The sugar–agarose solution was heated 
and then poured into 1.5 cm × 1.5 cm × 0.3 cm molds. The pheromone, individual terpenoids, and 
DEET were added to the sugar–agarose solution, at the desired concentrations, prior to pouring the 
solution into the molds. The testing arena for an individual bee consisted of a single sugar–agarose 
cube that was placed into the center of a Petri dish. The space in each dish occupied by the sugar–
agarose cube was designated the feeding zone. In order to ensure proper ventilation, holes were 
drilled into the lids of each Petri dish. A total of eight Petri dishes with untreated sugar–agarose cubes 
(control) and eight dishes with treated sugar–agarose cubes were positioned on top of a light box in 
a 4 × 4 grid pattern, then individual bees were placed into each dish. The dishes were arranged with 
treatments in alternating columns, for example, if the four dishes in the column on the left contained 
untreated sugar–agarose cubes, then the next column would have treated cubes, and so on. The 
video-tracking recordings were conducted with bees exposed to the sugar–agarose cubes for 10 min 
followed by another set of recordings with new bees exposed to the same cubes for another 10 min. 
Each video-tracking recording was conducted in duplicate. The time spent by the bees in the feeding 
zones was calculated using EthoVision video-tracking software (Noldus Information Technology, 
Wageningen, the Netherlands) and the data were statistically analyzed using a one-way ANOVA 
with a Tukey’s post-hoc test (GraphPad Prism 8.3.0, La Jolla, CA, USA) to identify significant 
differences between the means of each treatment group. 
2.4. Electroantennogram (EAG) Recordings 
EAG recordings were conducted as previously described [27]. Chemicals were diluted into 
either a hexane or ethanol (Sigma-Aldrich, St. Louis, MO, USA) carrier solvent at 10 µg/µL (1% w/v) 
and stored at 4 °C prior to the EAG recordings. For the concentration response bioassays, a serial 
dilution of each chemical was prepared using either a hexane or ethanol carrier solvent. A 10 µL 
aliquot of each chemical was applied to a strip of Whatman No. 1 filter paper (Sigma-Aldrich, St. 
Louis, MO, USA) and then briefly allowed to dry before inserting the chemical-treated paper into a 
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Pasteur pipette (15 cm long) for the EAG recordings. EAG recordings were conducted using Ag–
AgCl electrodes inserted into glass capillary tubes filled with electrogel (Spectro 360, Parker 
Laboratory, NJ, USA). Thin-walled glass capillary tubes (World Precision Instruments, Sarasota, FL, 
USA) were pulled to a fine tip with a P-97 Flaming/Brown Micropipette puller (Sutter Instrument, 
Novato, CA, USA) using the following settings: heat = 500; pull = 25; velocity = 200; time = 500; and 
pressure = 500. Bee antennae were dissected below the scape with micro scissors under a dissection 
microscope. The glass capillary tube was cut at the tip with micro forceps to fit the base of a bee 
antenna, while the other end of the capillary tube was attached to a reference electrode. The reference 
electrode was then positioned so that the tip of the excised antenna was near the recording electrode. 
A second glass capillary tube was prepared as described above to fit the tip of the bee antenna, and 
the other end of the capillary tube was attached to a recording electrode. The recording electrode was 
connected to a high-impedance direct-coupled (DC) amplifier (Ockenfels Syntech Gmbh, 
Kirchzarten, Germany) and change in baseline DC voltage (mV) was analyzed using EAG Pro 1.1 
software (Syntech, Stilwell, KS, USA). 
A bee antenna was exposed to a compound by inserting a Pasteur pipette containing a chemical-
treated filter paper into the opening of a glass mixing tube that was positioned perpendicular to the 
suspended bee antenna. This mixing tube provided a constant flow of humidified air over the 
prepared bee antenna. A 1 s puff of air was passed through the Pasteur pipette and into the mixing 
tube to deliver the chemical to the bee antenna. An empty Pasteur pipette and hexane or ethanol 
treated filter paper served as a control and carrier solvent treatment, respectively. A total of two to 
seven bee antennae were exposed to the compounds in a randomized order. The antennae were 
allowed to return to the baseline voltage before applying each compound. For the concentration 
response bioassays, a new antenna was used for each concentration of compound (n ≥ 3). The change 
in baseline voltage was recorded at 10 min intervals. A baseline voltage of the bee antennae was 
generated prior to compound exposure. A lowest detection point was determined by the program, 
indicating the voltage at the lowest point after a stimulus was applied. The absolute values of these 
two points for each stimulus were calculated and the baseline value was subtracted from the lowest 
detection point to give the change in baseline voltage (mV). The change in baseline voltage was 
statistically analyzed using an ANOVA with a Tukey’s multiple comparison test (GraphPad Prism 
8.3.0, La Jolla, CA, USA). 
3. Results 
3.1. Video-Tracking Recordings 
The amount of time spent by bees in the feeding zones containing sugar–agarose cubes treated 
with Nasonov terpenoids and DEET at 0.1% (v/v) was observed as untreated (more time spent) = 
isoamyl acetate > synthetic Nasonov pheromone = DEET = citral > geraniol > nerol (less time spent). 
Bees were recorded in the feeding zone of control sugar–agarose cubes for 512 ± 10 s whereas bees 
exposed to the DEET treated sugar–agarose cubes were in the feeding zone for 166 ± 45 s. Nerol 
reduced the time spent by bees in the feeding zone greater than that spent by bees in the control, 
isoamyl acetate, synthetic Nasonov pheromone, and DEET treatment. Bees exposed to nerol-treated 
cubes at 0.1% (v/v) spent 18 ± 3 s in the feeding zone (Figure 2). This reduction was not significantly 
different from that observed with geraniol and citral. Geraniol and citral reduced the time spent by 
bees; however, the reduction in time was not significantly different from that of synthetic Nasonov 
pheromone and DEET. Bees exposed to 0.1% (v/v) synthetic Nasonov pheromone, DEET, geraniol, 
and citral spent 175 ± 49 s, 166 ± 45 s, 64 ± 14 s, and 130 ± 32 s, respectively. Bees exposed to isoamyl 
acetate at 0.1% (v/v) spent 417 ± 38 s in the feeding zone, which was not significantly different from 
the control treatment (Figure 2). 
The amount of time spent by bees in the feeding zone containing sugar–agarose cubes treated 
with Nasonov terpenoids and DEET at 1% (v/v) was observed as untreated (more time spent) > 
isoamyl acetate > synthetic Nasonov pheromone = geraniol = citral = nerol = DEET (less time spent). 
Bees were recorded in the feeding zone of the untreated sugar agarose cubes (control treatment) for 
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507 ± 10 s, whereas bees exposed to DEET-treated sugar–agarose cubes were in the feeding zone for 
16 ± 4 s. Nasonov terpenoids reduced the amount of time spent in the feeding zone by 94% compared 
to the control treatment. Bees exposed to synthetic Nasonov pheromone-, geraniol-, citral-, and nerol-
treated sugar–agarose cubes spent 32 ± 6 s, 27 ± 4 s, 23 ± 3, and 19 ± 2 s, respectively, and were not 
significantly different from the feeding time spent by bees exposed to DEET-treated sugar–agarose 
cubes. Bees exposed to isoamyl acetate-treated sugar–agarose cubes spent 265 ± 48 s in the feeding 
zone, which was significantly different than the time spent by bees in the feeding zones of the control 
treatment (Figure 2). 
The amount of time spent by bees in the feeding zone when exposed to 0.1% (v/v) synthetic 
Nasonov pheromone, citral, isoamyl acetate, and DEET was significantly different from the time 
spent in the feeding zone when bees were exposed to 1% (v/v) of those compounds. The reduction in 
time when increasing the concentration of synthetic Nasonov pheromone, citral, isoamyl acetate, and 
DEET by 10-fold was 89%, 88%, 36%, and 90%, respectively (Figure 2). Increasing geraniol and nerol 
concentrations by 10-fold did not significantly reduce the amount of time spent by bees exposed to 
the treated sugar–agarose cubes (Figure 2). 
 
Figure 2. Efficacy of Nasonov terpenoids and N,N-diethyl-meta-toluamide (DEET) at 0.1 and 1.0% 
(v/v). Untreated (UT), isoamyl acetate (ISO), synthetic Nasonov pheromone (NAS), citral (CIT), 
geraniol, (GER), and nerol (NER). A video tracking protocol with individual bees in Petri dishes was 
used to observe behavior changes when exposed to sugar–agarose cubes treated with the terpenoids. 
The UT controls were sugar–agarose cubes with no terpenoid or DEET treatment. The DEET treated 
sugar–agarose cubes were screened as a positive control. Vertical bars represent mean ± standard 
error. Asterisks above the bars indicate a significant difference between the mean of the terpenoid- or 
DEET-treated bees compared to the UT bees using a one-way ANOVA with a Tukey’s post-hoc test 
(p < 0.0001). 
3.2. Electroantennogram (EAG) Recordings 
Bee antennae were stimulated with pheromones to examine their olfactory response to these 
compounds using EAG recordings. The change in baseline voltage for bee antennae exposed to the 
pheromones were observed as isoamyl acetate (low activity) = nerol = geraniol < citral = synthetic 
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Nasonov pheromone (high activity; Figure 3). A control (air only) and carrier solvent (hexane or 
ethanol only) treatment produced a 0–2 mV change in baseline voltage of the bee antennae. The 
change in baseline voltages for bee antennae exposed synthetic Nasonov pheromone, citral, geraniol, 
nerol, and isoamyl acetate were 5.0 ± 0.4, 4.4 ± 0.4, 3.6 ± 0.4, 2.5 ± 0.4 mV, and 2.5 ± 0.5 mV, respectively, 
which were significantly elevated relative to the controls. There was no significant difference in the 
responses of bee antennae exposed to synthetic Nasonov pheromone, citral, and geraniol; however, 
the change in baseline voltage of bee antennae exposed to synthetic Nasonov pheromone and citral 
was significantly higher than that of antennae exposed to nerol and isoamyl acetate. The change in 
baseline voltage of bee antennae exposed to nerol and isoamyl acetate was not significantly different 
than that provided by the control and solvent treatments. Furthermore, the change in baseline 
voltages for bee antennae exposed to citral, geraniol, and nerol was not significantly different from 
one another, which suggests a similar olfactory response to the Nasonov terpenoids. 
 
Figure 3. Electroantennogram (EAG) recordings of bee antennae exposed to synthetic Nasonov 
pheromone (NAS), citral (CIT), geraniol (GER), nerol (NER), N,N-diethyl-meta-toluamide (DEET), 
and isoamyl acetate (ISO). The change in baseline voltage (mV) was calculated by subtracting the 
absolute value of the baseline voltage from the absolute value of the response voltage. An empty 
Pasteur pipette and hexane treated filter paper served as a control (UT) and carrier solvent treatment 
(HEX), respectively. Vertical bars represent the mean ± standard error. Different letters above the bars 
indicate a significant difference between treatments using a one-way ANOVA with a Tukey’s 
multiple comparison test (p < 0.0001). 
4. Discussion 
While pesticide exposure threatens the health and survival of managed and wild bees alike, 
continued pesticide use is required to meet the dietary needs of the world’s population [4]. It has 
been suggested that repellents can mitigate the interaction time between foraging bees and a 
pesticide-treated crop; however, there has been little success in identifying and developing 
commercial bee repellant additives [22]. Here, we focused on developing a screening method to 
assess compounds for the induction of avoidance behavior or feeding deterrence in bees, rather than 
repellency in the classical sense. Our findings demonstrate that terpenoids found in honey bee 
Nasonov pheromone can alter the behavior of a worker bee in the presence of a treated food source 
as effectively as DEET at similar concentrations of 1% (v/v), and additionally elicit bee antennal 
responses, suggesting that bees may be responding to olfactory cues. 
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The Nasonov pheromone is used by bees as an orientation pheromone and the synthetic 
Nasonov pheromone is used by beekeepers as a bee attractant that is reportedly five times more 
attractive to swarms than other attractants [28]. Our laboratory findings appear to contradict this 
observation, though this may be partially explained by the small size of the Petri dish used for the 
observational recordings. Honey bees prefer nest sites, including swarm boxes, that are 
approximately 31 L in volume [29]. This is significantly larger than the volume of the Petri dishes 
(0.095 L) used for the observational recordings of this study. The smaller volume allows for the 
concentration of the compound to be much higher than what would typically be found in a swarm 
box or natural nest site. Additionally, swarm boxes and natural nest sites have higher airflow 
compared to that present in a Petri dish, allowing for more rapid dispersion of the pheromone into 
air. The disparity in observed behaviors may also be explained by the use of synthetic Nasonov 
pheromone. Natural Nasonov pheromone is a mixture of six monoterpenes: (E) citral, (Z) citral, 
geraniol, nerol, geranic acid, nerolic acid, plus the sesquiterpene (E,E)-farnesol, with the approximate 
ratio of 1:1:1:100:75:12.5:50. The synthetic Nasonov pheromone used in this study consists of a 1:1:1 
mixture of citral, geraniol, and nerol [24–26,30]. The most important components for clustering are 
reported to be (E) citral, geraniol, and nerolic acid [31], though other studies have suggested that all 
seven terpenoids are required to achieve a full attractive effect [32]. Numerous studies have 
demonstrated that insect behaviors are strongly associated with naturally occurring blends of 
individual compounds, suggesting that the blend is more important than the individual components 
[33]. 
Terpenoids have been routinely studied for their potential use as insecticides, repellents, and 
antifeedants [34,35]. Geraniol has been shown to reduce feeding in the freshwater snail, Planobis 
corneus L., and has repellent activity to the parasitic mite, Varroa jacobsoni (Oudemans) [36,37]. 
Geraniol has been found to repel mosquitoes and sand flies when added to candles, has been 
demonstrated to protect against several mosquito species when used as the active ingredient in a 
repellent lotion [38,39], and has been reported to provide significant protection to caged mice from 
Aedes aegypti mosquitoes [40]. However, geraniol also has been reported to attract forager bees to 
feeder stations positioned in a large lawn [32], again suggesting differences based on the volume of 
airspace. How geraniol application would affect the attractiveness of a blooming plant to bees 
remains to be seen, as this potentially differs from the incorporation of geraniol into an artificial food 
source in a feeder that they have been trained to locate. 
Citral has been found to act as an antifeedant, similar to geraniol, in P. corneus L. [37]. Citral has 
been identified in the mandibular glands of two ant species, Atta sexdens rubropilosa (Forel) and 
Ancanthomyops claviger (Roger), where it acts as an alarm pheromone and a defensive chemical, 
respectively [41]. Citral is found in Nasonov pheromone in two different conformations (E) citral and 
(Z) citral [26,42]. The citral used within this study was a mixture of both isomers 1:1. It has been 
reported that (E) citral is more attractive than (Z) citral, and there is an enzymatic reaction within the 
Nasonov gland that converts geraniol into (E) citral before the Nasonov pheromone is released by 
bees [30,32]. It is possible that this change in concentration of the citral isomers is important for 
attractancy. This study found citral to elicit avoidance from the treated food source in individual bees, 
which may indicate the citral isomer ratios are different from those found in the naturally occurring 
Nasonov pheromone. 
Nerol is the geometric isomer of geraniol and has been shown to diminish the attractiveness of 
a synthetic Nasonov pheromone blend containing all seven terpenoids when compared to a similar 
blend without nerol [30]. The present study found nerol to be the most potent elicitor of the avoidance 
behavior. While both geraniol and citral diminished in their efficacy when diluted 10-fold, the efficacy 
of nerol was preserved. Nerol has been found to be an alarm pheromone in the stingless bee Trigona 
fulviventris (Guerin) [43]. It has been found to be as effective as DEET in repelling the tick Rhipicelphus 
appendiculatus (Neumann) and the red flour beetle Triboleum castaneum (Herbst) [44,45]. Nerol has 
also been shown to attract the dwarf honey bee, Apis florea (Fabricius), to treated feeding dishes, but 
as concentrations increase, attraction diminishes resulting in an increase in the average number of 
bees visiting untreated feeding dishes [46]. Our results demonstrated that nerol altered behavior at a 
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concentration 160-fold lower than the concentration reported by Naik et al. [46], most likely due to 
the differences in experimental approach, as the dwarf honey bees were exposed to nerol in a larger 
arena than the Petri dishes used for this study. 
Isoamyl acetate is an active component of the alarm pheromone used by honey bees to recruit 
defenders to an imposing threat [47]. Here, it was observed to reduce the amount of time that a bee 
will spend in the feeding zone in this study. Previous studies report that isoamyl acetate repels honey 
bees and bumble bees from crops treated with it [20]. Boch et al. report isoamyl acetate to have 
repellent activity at concentrations above 200 µg/µL [48], compared to 9 µg/µL used in this study. 
Bee attraction to isoamyl acetate may require additional visual input to elicit the desired behavior. 
For example, multiple studies reported that isoamyl acetate alone was not enough to trigger a 
defensive behavior, but also required additional input such as movement of the threat to the bee or 
colony [49–51]. Consequently, the behavioral changes observed with exposure to isoamyl acetate are 
likely very context-dependent. 
This study found that the synthetic Nasonov pheromone, citral, and geraniol elicited the 
strongest EAG responses compared to those of untreated bees. The average change in baseline 
voltage for synthetic Nasonov pheromone was slightly higher than citral whereas the responses to 
geraniol were slightly less than citral. Similar results have previously been reported, in which the 
EAG responses of honey bee antennae to Nasonov were greater than those produced by geraniol and 
nerol [52]. Single sensillum recordings of the olfactory system of honey bees show greater sensitivity 
to citral compared to geraniol [53,54]. Honey bees are reported to have more olfactory receptor 
neurons for citral than geraniol, and this response may be associated with the number of receptor 
neurons that are attuned specifically to each of the compounds [53,54]. EAG records the sum of 
receptor potential, thus having more receptors selective for a specific compound would result in a 
larger response. Additionally, this might explain the higher voltage change for synthetic Nasonov 
pheromone relative to the other components, since there are more olfactory receptor neurons 
activated by the blend of citral, geraniol, and nerol. Nerol elicited the lowest EAG response of the 
Nasonov terpenoids, which may be due to it being a cis-isomer. A previous study found that cis-
isomers such as nerol were significantly less effective than trans-isomers at inducing EAG responses 
in the hymenopteran Sirex noctilio (Fabricius) [55]. In one study, the bumble bees Bombus hypnorum L. 
and Bombus terrestris L. were reported to be more sensitive to geraniol than nerol [56], while another 
found that isoamyl acetate elicited a stronger EAG response in honey bee antennae compared to 
synthetic Nasonov pheromone and the terpenoids [57]. 
Honey bees mark threats to their hive with isoamyl acetate to elicit recruitment of additional 
defenders to respond to the threat. This in turn, results in a positive feedback loop for increased 
pheromone release and continued recruitment [47,51]. Masson and Arnold (1984) reported stronger 
EAG responses to 100% isoamyl acetate, relative to the terpenoids comprising the Nasonov 
pheromone [57]. The use of pure compounds by Masson and Arnold, when compared to our findings 
using 100-fold dilutions of the compounds, might explain why isoamyl acetate elicited EAG 
responses below the synthetic Nasonov pheromone and its individual terpenoids. Additionally, from 
a practical standpoint, a bee pheromone that excites a large portion of the colony might require a 
concentration threshold to be triggered before the occurrence of a biological response. While isoamyl 
acetate did not elicit a significant EAG response of the bee antenna in this study, it might be related 
to the low number of antennae used for the EAG recordings. Therefore, an increase in the number of 
antennae exposed to isoamyl acetate and nerol might decrease the variable responses detected with 
the EAG recordings. 
5. Conclusions 
The development of laboratory assays to screen model organisms for behavioral changes is 
essential for expediting novel research objectives in a cost-effective manner. In our effort to validate 
a laboratory behavior assay with a known attractant we discovered that, in this assay, the typically 
attractive synthetic Nasonov pheromone elicits avoidance or feeding deterrence within individual 
worker bees. This study’s efforts were subsequently redirected to characterize these behavioral 
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changes by investigating several naturally occurring terpenoids that are constituents of the natural 
honey bee Nasonov pheromone. The evidence presented here demonstrated that these terpenoids 
were as effective as DEET in eliciting avoidance behavior to a treated food source by individual honey 
bees within a Petri dish arena. Further studies are needed to expand the area of exposure and to 
determine the retention time of the avoidance effects, but more importantly to investigate how likely 
these compounds are to inhibit feeding in a field setting. The evidence provided here should be used 
within the application of structure–activity relationships to drive the screening process of candidate 
chemistries, leading to the possible discovery of a highly effective feeding deterrent that could 
ultimately be used in conjunction with applied pesticide formulations for the protection of 
pollinators. 
Author Contributions: N.R.L., S.T.O., U.R.B., J.R.B., and T.D.A. contributed in conceptualization for this 
manuscript. N.R.L. participated in investigation and S.T.O., U.R.B., J.R.B., and T.D.A. contributed in formal 
analysis of manuscript. N.R.L., S.T.O., and T.D.A. contributed in original draft preparation. N.R.L., S.T.O., 
U.R.B., J.R.B., and T.D.A. contributed in review and editing. All authors have read and agreed to the published 
version of the manuscript. 
Funding: This research received no external funding. 
Acknowledgments: Junwei J. (Jerry) Zhu for his technical assistance. 
Conflicts of Interest: The authors declare no conflict of interest. 
References 
1. Gallai, N.; Salles, J.M.; Settele, J.; Vaissiere, B.E. Economic valuation of the vulnerability of world agriculture 
confronted with pollinator decline. Ecol. Econ. 2009, 68, 810–821, doi:10.1016/j.ecolecon.2008.06.014. 
2. Klein, A.M.; Vaissiere, B.E.; Cane, J.H.; Steffan-Dewenter, I.; Cunningham, S.A.; Kremen, C.; Tscharntke, T. 
Importance of pollinators in changing landscapes for world crops. Proc. R. Soc. B Biol. Sci. 2007, 274, 303–
313, doi: 10.1098/rspb.2006.3721. 
3. FAO. FAOSTAT. Availabe online: http://www.fao.org/faostat/en/ (accessed in 2019). 
4. Van Engelsdorp, D.; Meixner, M.D. A historical review of managed honey bee populations in Europe and 
the United States and the factors that may affect them. J. Invertebr. Pathol. 2010, 103, S80–S95, 
doi:10.1016/j.jip.2009.06.011. 
5. O’Neal, S.T.; Anderson, T.D.; Wu-Smart, J.Y. Interactions between pesticides and pathogen susceptibility 
in honey bees. Curr. Opin. Insect Sci. 2018, 26, 57–62, doi: 10.1016/j.cois.2018.01.006. 
6. Reeves, A.M.; O’Neal, S.T.; Fell, R.D.; Brewster, C.C.; Anderson, T.D. In-hive acaricides alter biochemical 
and morphological indicators of honey bee nutrition, immunity, and development. J. Insect Sci. 2018, 18, 8, 
doi:10.1093/jisesa/iey086. 
7. O’Neal, S.T.; Reeves, A.M.; Fell, R.D.; Brewster, C.C.; Anderson, T.D. Chlorothalonil exposure alters virus 
susceptibility and markers of immunity, nutrition, and development in honey bees. J. Insect Sci. 2019, 19, 
doi:10.1093/jisesa/iez051. 
8. Tison, L.; Hahn, M.-L.; Holtz, S.; Rößner, A.; Greggers, U.; Bischoff, G.; Menzel, R. Honey bees’ behavior is 
impaired by chronic exposure to the neonicotinoid thiacloprid in the field. Environ. Sci. Technol. 2016, 50, 
7218–7227, doi:10.1021/acs.est.6b02658. 
9. Brandt, A.; Gorenflo, A.; Siede, R.; Meixner, M.; Büchler, R. The neonicotinoids thiacloprid, imidacloprid, 
and clothianidin affect the immunocompetence of honey bees (Apis mellifera L.). J. Insect Physiol. 2016, 86, 
40–47, doi:10.1016/j.jinsphys.2016.01.001. 
10. Brandt, A.; Grikscheit, K.; Siede, R.; Grosse, R.; Meixner, M.D.; Büchler, R. Immunosuppression in honeybee 
queens by the neonicotinoids thiacloprid and clothianidin. Sci. Rep. UK 2017, 7, 4673, doi:10.1038/s41598-
017-04734-1. 
11. Siede, R.; Meixner, M.D.; Almanza, M.T.; Schöning, R.; Maus, C.; Büchler, R. A long-term field study on the 
effects of dietary exposure of clothianidin to varroosis-weakened honey bee colonies. Ecotoxicology 2018, 
27, 772–783, doi:10.1007/s10646-018-1937-1. 
12. Colin, T.; Meikle, W.G.; Paten, A.M.; Barron, A.B. Long-term dynamics of honey bee colonies following 
exposure to chemical stress. Sci. Total Environ. 2019, 677, 660–670, doi:10.1016/j.scitotenv.2019.04.402. 
Insects 2020, 11, 83 10 of 11 
 
13. Mitchell, E.A.D.; Mulhauser, B.; Mulot, M.; Mutabazi, A.; Glauser, G.; Aebi, A. A worldwide survey of 
neonicotinoids in honey. Science 2017, 358, 109–111, doi:10.1126/science.aan3684. 
14. Ostiguy, N.; Drummond, F.A.; Aronstein, K.; Eitzer, B.; Ellis, J.D.; Spivak, M.; Sheppard, W.S. Honey bee 
exposure to pesticides: A four-year nationwide study. Insects 2019, 10, 13. 
15. Carvalho, F.P. Pesticides, environment, and food safety. Food Energy Secur. 2017, 6, 48–60, 
doi:10.1002/fes3.108. 
16. Jones, G.D.G. The responses of the honey-bee to repellent chemicals. J. Exp. Biol. 1952, 29, 372–386. 
17. Woodrow, A.W.; Green, N.; Tucker, H.; Schonhorst, M.H.; Hamilton, K.C. Evaluation of chemicals as honey 
bee attractants and repellents. J. Econ. Entomol. 1965, 58, 1094–1102, doi:10.1093/jee/58.6.1094. 
18. Atkins, E.L.; Macdonald, R.L.; Greywood-Hale, E.A. Repellent additives to reduce pesticide hazards to 
honey bees: Field tests. Environ. Entomol. 1975, 4, 207–210, doi:10.1093/ee/4.2.207. 
19. Katz, T.M.; Miller, J.H.; Hebert, A.A. Insect repellents: Historical perspectives and new developments. J. 
Am. Acad. Dermatol. 2008, 58, 865–871, doi:10.1016/j.jaad.2007.10.005. 
20. Free, J.B.; Pickett, J.A.; Ferguson, A.W.; Simpkins, J.R.; Smith, M.C. Repelling foraging honeybees with 
alarm pheromones. J. Agric. Sci. 1985, 105, 255–260, doi:10.1017/S0021859600056318. 
21. Vallet, A.; Cassier, P.; Lensky, Y. Ontogeny of the fine structure of the mandibular glands of the honeybee 
(Apis mellifera L.) workers and the pheromonal activity of 2-heptanone. J. Insect Physiol. 1991, 37, 789–804, 
doi:10.1016/0022-1910(91)90076-C. 
22. Jay, S.C. Spatial Management of Honey-Bees on Crops. Annu. Rev. Entomol. 1986, 31, 49–65, 
doi:10.1146/annurev.en.31.010186.000405. 
23. Larson, N.R.; Anderson, T.D. Video tracking protocol to screen deterrent chemistries for honey bees. JoVE 
2017, e55603, doi:10.3791/55603. 
24. Pickett, J.A.; Williams, I.H.; Martin, A.P.; Smith, M.C. Nasonov pheromone of the honey bee, Apis mellifera 
L. (Hymenoptera: Apidae). J. Chem. Ecol. 1980, 6, 425–434, doi:10.1007/bf01402919. 
25. Boch, R.; Shearer, D.A. Identification of nerolic and geranic acids in the Nassanoff pheromone of the honey 
bee. Nature 1964, 202, 320–321, doi:10.1038/202320a0. 
26. Shearer, D.A.; Boch, R. Citral in the Nassanoff pheromone of the honey bee. J. Insect Physiol. 1966, 12, 1513–
1521, doi:10.1016/0022-1910(66)90041-2. 
27. Tangtrakulwanich, K.; Chen, H.; Baxendale, F.; Brewer, G.; Zhu, J.J. Characterization of olfactory sensilla 
of Stomoxys calcitrans and electrophysiological responses to odorant compounds associated with hosts and 
oviposition media. Med. Vet. Entomol. 2011, 25, 327–336, doi:10.1111/j.1365-2915.2011.00946.x. 
28. Schmidt, J.O. Attractant or pheromone: The case of Nasonov secretion and honeybee swarms. J. Chem. Ecol. 
1999, 25, 2051–2056, doi:10.1023/a:1021084706241. 
29. Schmidt, J., O.; Hurley, R. Selection of nest cavities by Africanized and European honey bees. Apidologie 
1995, 26, 467–475. 
30. Free, J.B.; Ferguson, A.W.; Pickett, J.A.; Williams, I.H. Use of unpurified Nasonov pheromone components 
to attract clustering honeybees. J. Apic. Res. 1982, 21, 26–29, doi:10.1080/00218839.1982.11100512. 
31. Free, J.B.; Ferguson, A.W.; Pickett, J.A. Evaluation of the various components of the Nasonov pheromone 
used by clustering honeybees. Physiol. Entomol. 1981, 6, 263–268, doi:10.1111/j.1365-3032.1981.tb00270.x. 
32. Williams, I.H.; Pickett, J.A.; Martin, A.P. The Nasonov pheromone of the honeybee Apis mellifera L. 
(Hymenoptera, Apidae). Part II. Bioassay of the components using foragers. J. Chem. Ecol. 1981, 7, 225–237, 
doi:10.1007/bf00995745. 
33. Bruce, T.J.A.; Pickett, J.A. Perception of plant volatile blends by herbivorous insects—Finding the right mix. 
Phytochemistry 2011, 72, 1605–1611, doi:10.1016/j.phytochem.2011.04.011. 
34. Isman, M.B. Botanical insecticides, deterrents, and repellents in modern agriculture and an increasingly 
regulated world. Annu. Rev. Entomol. 2006, 51, 45–66, doi:10.1146/annurev.ento.51.110104.151146. 
35. Dambolena, J.S.; Zunino, M.P.; Herrera, J.M.; Pizzolitto, R.P.; Areco, V.A.; Zygadlo, J.A. Terpenes: Natural 
products for controlling insects of importance to human health—A structure-activity relationship study. 
Psyche 2016, 2016, 17, doi:10.1155/2016/4595823. 
36. Hoppe, H.; Ritter, W. The influence of the Nasonov pheromone on the recognition of house bees and 
foragers by Varroa jacobsoni. Apidologie 1988, 19, 165–172. 
37. Price, D.N.; Berry, M.S. Neurophysiological effects of naturally occurring defensive compounds on the 
freshwater snail Planorbis corneus: Comparison with effects in insects. J. Chem. Ecol. 2008, 34, 994, 
doi:10.1007/s10886-008-9511-6. 
Insects 2020, 11, 83 11 of 11 
 
38. Barnard, D.R.; Xue, R.-D. Laboratory evaluation of mosquito repellents against Aedes albopictus, Culex 
nigripalpus, and Ochlerotatus triseriatus (Diptera: Culicidae). J. Med. Entomol. 2004, 41, 726–730, 
doi:10.1603/0022-2585-41.4.726. 
39. Müller, G.C.; Junnila, A.; Kravchenko, V.D.; Revay, E.E.; Butler, J.; Schlein, Y. Indoor protection against 
mosquito and sand fly bites: A comparison between citronella, linalool, and geraniol candles. J. Am. Mosq. 
Control Assoc. 2008, 24, 150–153, 154. 
40. Wirtz, R.A.; Turrentine, J.D., Jr.; Rutledge, L.C. Mosquito area repellents: Laboratory testing of candidate 
materials against Aedes aegypti. Mosq. News 1980, 40, 432–439. 
41. Chadha, M.S.; Eisner, T.; Monro, A.; Meinwald, J. Defence Mechanisms of Arthropods .7. Citronellal and 
Citral in the Mandibular Gland Secretion of the Ant Acanthomyops-Claviger (Roger). J. Insect Physiol. 1962, 
8, 175, doi:10.1016/0022-1910(62)90087-2. 
42. Butler, C.G.; Calam, D.H. Pheromones of the honey bee—The secretion of the Nassanoff gland of the 
worker. J. Insect Physiol. 1969, 15, 237–244, doi:10.1016/0022-1910(69)90271-6. 
43. Johnson, L.K.; Wiemer, D.F. Nerol: An alarm substance of the stingless bee,Trigona fulviventris 
(Hymenoptera: Apidae). J. Chem. Ecol. 1982, 8, 1167–1181, doi:10.1007/bf00990750. 
44. Lwande, W.; Ndakala, A.J.; Hassanali, A.; Moreka, L.; Nyandat, E.; Ndungu, M.; Amiani, H.; Gitu, P.M.; 
Malonza, M.M.; Punyua, D.K. Gynandropsis gynandra essential oil and its constituents as tick 
(Rhipicephalus appendiculatus) repellents. Phytochemistry 1999, 50, 401–405, doi:10.1016/S0031-9422(98)00507-
X. 
45. Wu, Y.; Chen, H.-P.; Wei, J.-Y.; Yang, K.; Tian, Z.-F.; Li, X.-L.; Wang, P.-J.; Wang, C.-F.; Du, S.-S.; Cai, Q. 
Repellent constituents of essential oil from Citrus wilsonii stem barks against Tribolium castaneum. Nat. Prod. 
Commun. 2014, 9, doi:10.1177/1934578X1400901028. 
46. Naik, D.G.; Vaidya-Kannur, H.; Deshpande, P.V.; Dandge, C.N.; Reddy, G.V.P. Potential use of an essential 
oil from the flower of Swertia densifolia as a repellent for Apis florea (Hymenoptera: Apidae). Ann. Entomol. 
Soc. Am. 2015, 108, 18–25, doi:10.1093/aesa/sau005. 
47. Boch, R.; Shearer, D.A.; Stone, B.C. Identification of iso-amyl acetate as an active component in the sting 
pheromone of the honey bee. Nature 1962, 195, 1018–1020, doi:10.1038/1951018b0. 
48. Boch, R.; Shearer, D.A.; Petrasovits, A. Efficacies of two alarm substances of the honey bee. J. Insect Physiol. 
1970, 16, 17–24, doi:10.1016/0022-1910(70)90108-3. 
49. Free, J.B. The stimuli releasing the stinging response of honeybees. Anim. Behav. 1961, 9, 193–196, 
doi:10.1016/0003-3472(61)90008-2. 
50. Ghent, R.L.; Gary, N.E. A chemical alarm releaser in honey bee stings (Apis Mellifera L.). Psyche 1962, 69, 1–
6, doi:10.1155/1962/39293. 
51. Free, J.B.; Simpson, J. The alerting pheromones of the honeybee. Z. Für Vgl. Physiol. 1968, 61, 361–365, 
doi:10.1007/BF00428008. 
52. Williams, I.H.; Pickett, J.A.; Martin, A.P. Nasonov pheromone of the honeybee Apis mellifera L. 
(Hymenoptera, Apidae). J. Chem. Ecol. 1982, 8, 567–574, doi:10.1007/bf00987804. 
53. Akers, R.P.; Getz, W.M. A test of identified response classes among olfactory receptor neurons in the honey-
bee worker. Chem. Senses 1992, 17, 191–209, doi:10.1093/chemse/17.2.191. 
54. Akers, R.P.; Getz, W.M. Response of olfactory receptor neurons in honeybees to odorants and their binary 
mixtures. J. Comp. Physiol. A 1993, 173, 169–185, doi:10.1007/BF00192976. 
55. Simpson, R.F. Bioassay of pine oil components as attractants for Sirex noctilio (Hymenoptera: Siricidae) 
using electroantennogram techniques. Entomol. Exp. Appl. 1976, 19, 11–18, doi:10.1111/j.1570-
7458.1976.tb02576.x. 
56. Fonta, C.; Masson, C. Comparative study by electrophysiology of olfactory responses in bumblebees 
(Bombus hypnorum and Bombus terrestris). J. Chem. Ecol. 1984, 10, 1157–1168, doi:10.1007/bf00988546. 
57. Masson, C.; Arnold, G. Ontogeny, maturation and plasticity of the olfactory system in the workerbee. J. 
Insect Physiol. 1984, 30, 7–14, doi:10.1016/0022-1910(84)90104-5. 
 
© 2020 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access 
article distributed under the terms and conditions of the Creative Commons Attribution 
(CC BY) license (http://creativecommons.org/licenses/by/4.0/). 
 
